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WO 2004/111203 PCT/JP2004/008422 

_7_ 

^b(i#ic$ij|3gii^:< % t-t^\£. z>3L—)\,*^^)V^)Vz>)V^)F{\>XT, Tpmsfj 
H^C^fo^o ) . T^P^— 0-f"<^F> N ^X£^>A, E-64 
(L-trans-X7H^vX^vri;UP<v;bT5K-4-^7 T — . Ifb>v7 
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Wl&fr^ tct7l\5mfcWyIxl3:i£ 1 ffli(Z)*y^AtS-efe^ig^ % I 0mM~500mM 
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«. *ft*n-->H,A. ita*;U->H7A. JHttj^A. ^I^Btt^i^ 

ft*^A»^^=«4^»*.J:B^«M»«Ba >|Sl j. <)I> j l i || 

**«(=«aL««aj:y, 0. 1mM~10mM***K*ct*»»St<.0. 5mM 
jS«fcy. 5(v/v)%~80(v/v)%i:>5:5J: 5 |cia K S^ ( 73*!ff SL < % ,o(v/v)%~ 

^ffimwwnHnMiiixiDMmtKa.^. nmu.^. mm 
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±&Ltz(Dtm$i(D§z{$-(~lO, 000Xg~50. 000 x g> 0°C~ 1 0°C. l'o#RSJ~60 
-fcSBWSia^J&U yVU;B^(Z);l^ c fcy280nmlzfc[t^qRp l 6Jg^ft* 

totomm.<Dmj&<D%<D%mzMm&<&m-fz>z.£tfv$* tztz.it. i omM-i oo 

mMCDHEPES-KOH(pH6~>8. 5), 20mM~300mM£>I£ii£2> | J^7A..O. 5mM 
~5rr\M(DW?W.~ : ??^i' T 5M. > 0. 5mM~5mM£DDTT % O. OlmM-SmMCOPMSF 

>j<zn&mmztt&mft&®m&<ttm-&£^m&&i>) > o. 4mi_~o. 6mL 

&f=„ ^VU?t^(^;Ji^cfcy280nm(Cfc[t-i)P < Sp I c^^1 OJ^l±(X>®^^W-?)o 
M5&4&Sf±, f=<hx.(^UItrospec3300pro(TV->^A / 1MX>X*±tD 
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«^T»aS*Kfci*tf % BCA Protein assay Kit(PIERCE^±M)^OTL, 
Tt^HtrO. ImUn*, 37«feTJ305MHSJS**, #**]£i+(Ultrospec3300 
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Z> 0 ^hn-^LTf*. ■>>jfiL5S7;u?5>(BSA)£&ffiu 

^nwottutimt. mm.mmmm^m^<Dmtam^>/^SMmx^ o mg / 

mL~100mg/'mL#W«<tt : t»fC > ZOmM—SOOmM^fflf^'J^A. O. 5mM 
~5mM0)ifl7^»'t?A > O. 5mM~5mM(DDTT,0. 01mM~5mMfl)PMSF, 
1 OmM~1 00mM0)HEPES-KOH(pH6~8. 5)$:*a^&<£?lzmm£*lZ>(Dtf 

i6(v/v)%-50(v/ v )%cD^gi2P— ;u$-i- W"rac<bb*#f:U\, 
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F(Open reading frame) ^iMCD^^— N t-tzAt. pT N T Vector C/Q^tfftM) 0)5 

^^c<tfZcby#in$tt^^^i5i^^-^^*mRNA$ffliNr^j;iN 0 

-1 000 g/mL#W£*l&C<t^$?£LC 1 0// g/mL~500// g/mL^$tl 
^Cir^cfcy » £LU 0 ft&mRNA75«1 M g/ml_jfc;1§£fc|£l OOO # 

mm^if^j^^om-ktmmom.^^ MsRsjEjamcfcivc. iomM 
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jfc+lCfclvC. 0. 1 mM~1 OmMtt^Ct«L<, O. 5mM~5mM^ 
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wvdKtLxmz. ^^Ko^mm^mTT^m^iz^tcsbx^. 
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?\»U25>gL 7^— P-f v> s 37x-;UT^->. ^7'j~». ^P'J>. YVP-f 
P'», «Jv>. y;U^5>. T;Mr— (D20|I^O)T5/^^<<i:^# 

£>7S/I£j&^1 //M-IOOO/zM^W^tL^Cir^f^LC 1 0/i M~200jC/ M# 

"Cfcy, Sl^J^WfZfelvrO. 1 U/^L-IOOU/'// L#^f$;h<i>C<!:#£F£LC 
0. 5U///L-10U///L#W**l^C^«fcy»*U^„RNase-r>t:e^-*<0. 1 
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O. 5mM-5mMOWl7^»^A, O. 5mM~ 5mMCQDTT N O. 1mM~5mM 
CDATP N 0. O5mM~5mM0GTP, 1 OmM~ 1 0OmM0^U7f >'J>i N 1 0/i g 
/mL-5OO//g/mLC0^UT^>^.^— tf\ 1 0// M~20O/i M.0)T5yl£j&£\ O. 
5U/ # L~ 1 OU/ ju UDRNase-f >teS— . 1 0 /i g/mL~ 500 fl g/m LCDtRNA > 
1O//g/mL~5OO/ig/mL0)ft3fcrnRNA % 1 OmM-1 OOmMCDHEPES — KOH 
(pH6~8. 5)$#Wr'i>c):al^^^tt^^D7&^?^LL^o £f_, ±IBfcAn^r$b(CO. 
05mM~5mM©X^jRy>, O. 1 mM~5mM0J^fc:fr;UvOA£#^£ c |;-5rz 

2SSl=TfT9o &J&;SJt[£, iiS^ 10°C~40 C> C, $?^L<(£20 o C~30°C£>iEgII*|-^ 

Tfr5o«iBi^Mtt, ii®. o°c~50°c. »i^<[* 1 5°c~37°c(B$&H-e&& 0 «s 
;£it^0 o C^T?fo3H£S^ 
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«\ JzfE##03i -«MHJaWMH»«^« (700 x ! o»«, fCefcy 

*«U ™W®W»TOEIft»(700x fc 1O^0^iS^|t)L/- 

■50mM HEPES-KOHCpH7. 4) 

■lOOmM jfrMfiiJ^J* 
•2mM R»7^>i7A 
■2mM DTT 

«-««»to. 67.nU00.6mM PMSFafcWao^tB- 
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0 o C<D7k®ipT*MMLtz o %±\zffimJdk. 4°C. 30, 000 x gT H oftrsi&bftm 
(himacCR20B3, B ilMI) LT?i;i£ TOt, ±jf %\§\l&Ltc 0 m^tc±.m 
^^bI^3l'0^ v Sl(4 o C. 30. OOO x gx 30^)L^ICH]l|KLfr-h>f^.Pi?Ll)#J 

#%#']2 : »1>5fcmRNAff)fEM 
(D'W— DNA0#|1I 

mm^iT&Zf^'t^— (Luc T7-F3-Kpn)i: % IB?i]aiE?lJ§#2fC:^irJttia 
9lJ^W-r^^^— (Luc T7-R4-Kpn),i: % KOD plus(m^*i*±S{)£JBU 
T. 97°C1 5g>, SStSOfc^ 68°C1 20g\ SO+M^UCDPCR^frofc,, x£/-;U 
^^fZ^yDNAiSf Jt^mSLfc^. KpnlTrji^bLfco ^HtlZftllZ^ pT N T VectorC? 
P^±M) $KpnI-e>i-(bLfeo ^fth<D&fo%&T-tfU— W)^mm.PlsWlX^mLtz 
txGen Elute Gel Purification Kit(v^*±M)£ffl^TDNAiif)t£i|i SKL£:„ 
Ligation High(m#$ji(»%tS!D£jm^-C, Cft^DNA^jT^-f^— V3>L^^> 
«®DH5a (m^lI4±M)^^K$s^Lfe 0 ^Kl5^Lfc^fli®^«oT;b±'J- 
SDS^lC^yim^L^^xSKDNA^. lB?ljaifi5lJS^3[C^:-r^SlB?lJ$^-r^ 
Zf=y^— (T7 promoter) fccfct/Big Dye Terminator Cycle Sequencing FS 
(T^-fK/ W^-vX^rAX^±M)^fflL^i>— ^X>-»>/J£j&(96 0 C1 0», 50°C 
5^\6O°C4^\3O+r^>7;U)^TofcoC0^;g$ABI PRISM 310 Genetic 
Analyzer (T>^K/ VX^AX*±SD CH£L.. ^ftlE^Jfiiflr^Tofco pT N T V 
ectora^CDS - £ ?U\dls*)— m$mTyfc\Z)^Z>±Z>— ±?jtfc^<Z>lifl$k=lK 



(2) in vitro$£-£?-Jf*j& 
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±IB(1 ) W«LfcpT M T-Luc*BamHrea|^Lfcft. ^-^pp*,^*}. 
I^»Jl iLfco »6#ifcDNAKin * zZmmtLT, RiboMax Lar 
ge Scale RNA Production System-T7(^O^±^)^ U20jU , X / r _; l , 
T?37°C4BfF B 1mRNA££-j£Uco 

t 

(3)H3fcmRNAG)ffg[J 

±E»S*ft©Sft«20/iLI=,1UfiDRQ1 RNase free DNaeeC*W#tt 
«)£SJ0U 37°C, 1 5*ffl-fc/*i*-+U «BDNA*j||fl:Lfc Q 7x/-,U-*p 

f=»lU I*/-JW»«rofc 0 »6^fcttlWf ! oo /i La)«BI*/=»#L, Nick 
Column(7^>W* 'U*-*4JL>M±m)lZTZ?^Ltz 0 M»7R400„ LT^ffi • 

-50(v^v)o/o ni?Ll!i^iS*«aaj;"S 

■25mM HEPES-KOH(pH7. 4) 

■150mM fHStAy^A 

•ImM »^o>H?A 

■ 1 mM DTT 

■0. 5mM ATP 

■0. ImM GTP 

•20mM 7L/7f>'J>i 
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•200#g/mL 5\S7¥ls*Pi— if 



-0. 25mM 



•40 //M 



-lU/^L RNase*>fctf$— (fchllSSSfc*) 
■200/*g/mLtRNA(|fefi35) 
•240/ig/mL ^SmRNA 

■io(v/ v )% ^'Jizn— ;u 

ATP(v?>*±§«K GTP(S/^7ttS8) % 75/11(2011) (^^±S) % RNase-f > 

Sft^S<tLT-fg;^7;U5^P^^tI^MG- 1 OOO^ffllV/io J5lSfSfif±25 U 
£JS;^(£20°c<hU SJ&^rac:i:f=-9-^'J>y$'firL\ ^«**tfc;l>*>^i^— tf 
MSfflMlstzo J?g$ttfc;uv7x^— -tf f*;us/^i>- MTy-tz^vHE—i 500. 
^n^ttfflD^ffli^T^aufco ;i^>^x^— - tfryb-fKH50// L(ZSJ£jg2. 5 // 

L^ADL> ;U5y/—^— (Tuner Designs TD-20/20 % :?P/#*±gD£ffllvt % 
Jl^v7i7- if I* 1 Ong/mLi:, Hi£#]1 ©^50^(01 @^T»35of= 0 



##^'J3 : ps? n^ggm (cho) omm 
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mmmtZ 4.9 X 10 5 ceils/mL 0^-XAAX^il« CH 0 K1-SFM(*:|fc 

*^KB¥waBH*«Efflttiiajiai^»j : y^ li)$ CH0 SERUM _ FREE . 

MEDIUM (SIGMA *±i«)200 m L ^Ao*Sft^»0WfcnUrt7? I30,p m -37°C.5%C0 2 
#H«TT? 120 H#M**Lfc. (UBSft 8.8 x 10 WmU SU 3.2g <fc 



WMM 2 : BiLMMMffll (cho) a a arm ieim 

•40mM HEPES-KOH (pH7.9) 

-10pmM WtW&M^JU 

■2mM ItltV^v^A 

•2mM i&it±)\sis^L, 

•1mM DTT 

tt&arcu « ig &fcy o.8mL ©TTBttrtoaaffliwftsaiapL, 

•40mM HEPES-KOH (pH7.9) 

■100mM lSfi!^*'J>j?A 

■2mM • mWF??*is+>J+ 

■2mM *g^t*7Ui/^A 

-20%(v/v) ^U-feP— )V 

■1mM DTT 

*»+-C»*Lfco Sg£l=**Lfcf*, 4°C, 30000 x g -c 10 #|H*&#*< W mac 
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CR20B3, B&XffitM)lXmmmt&WM^ ±;f S1 $@J|RLfc.»&*Lfc±» 

51 Z£Z>lzm>t>ftm(4°C. 30000 x g> 30 Lfc&f=±ft S2"$Ia|J|RLfe„ C<D±» 

52 £TffifIi£(Dj&Jmii«f~T«HbL^ PDH0(TVv^A*±M)K7>^Lfcc 
T^-fLfcflL BSttffl/^TT— f=-OSttJU #3fc;fcJtst(Ultrospec3300pro % 77v 
•VA/\V^-^-fX>^±M)^fflL^r. 280nm f=*5ltS«3feS*< 30 J*Lta>Ii#£|H]liR 

U «S?L»iifei^»$iaflS(CHO)ttttJ^«!:Lfc„ 

■40mM HEPES-KOH (pH7.9) 

-100mM WfMWJOlx 
■2mM A 
■1mM DTT 

mmzt3lfZ>ft% mRNA \>m<DJ&'AkM^, 25 0 Ct? 30 ^RSJ^jgLfco ^O^L # 
#0'] 2 -e^-fiRLfc^* mRNA £MJU »Ujfflfla^T?0)^>/^K^fife$tTo/=„ 

•500/oCv/V] Pi?L»)^«$fflflSttai;^ 

■50mM . HEPES-KOH (pH7.9) 

•175mM fflFf&tlU^A' 
• 1 mM BEftT^S^A 

•0. 5mM £{b*;uS/^A" 

• 2mM DTT 

•0. 5mM ATP 

■0. 25mM GTP 

■30mM £UT^>U>I£ 
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•200 u g/m L if 
•80 ttM 7$/I£(20ff) 

■ 1 60 M g/mL mRNA OU:>?x^— if iHS^£a— K) 

^mmtLxim^Tj^yn^mm m-woo $mi*z. sxmmi 25 

^WUWflUTMLfc. ^xWT^-fe^ 60HL MJSft 2. 5 *L 
ttBftlU ^S^-*-(Tuner Designs TD-20/20. Zfn*tf&m& m ^x % JUS,?**? 



WI^^MAlBWiiaMA,, of Artificial Sequence)) 

^- Luc n-R^Kpn^uj^^. T7 promoterT?fejg)o , 
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SEQUENCE LISTING '\ 



<1 10> SHIMADZU CORPORATION 

<120> culutured mammalian cell extract and method for preparity same, method for producing 
proteins using same 

<130> G 104052 WO 

<150> JP 2003-165390 
<1 51 > 2002-6-10 

<1 60> 3 

<210> 1 
<211>7 
<212>DNA 

<213> Artificial Sequence 

<220> 

<223> Luc T7-F3-Kpn 
<400> 1 

ggggtaccat ggaagacgcc aaaaacataa 30 



<210>2 



WO 2004/111203 



PCT/JP2004/008422 



<211> 29 




2/2 



<212> DNA ^SSBS^ 
<213> Artficial Sequence 

<220> 

<223> Luc T7-R4-Kpn 
<400> 2 

ggggtacctt acaatttgga ctttccgcc 29 

<210> 3 
<211> 20 
<212>DNA 

<213> Artficial Sequence 
<220> 

<223> T7 promoter 



<400> 3 

taatacgact cactataggc 20 
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